Background: The limitation of current biomarker of early stage ovarian cancer and the anatomical location of ovarian (depths of the pelvic) make ovarian cancer difficult to be detected in early stage. Growing evidence shows exosomes as key information transmitters, it carried molecules, such as miRNAs, proteins, lipids, double-stranded DNA have been reported as promising biomarkers in many diseases. However, little is known about the protein and lipid composition of ovarian cancer. Methods: Here, we report proteomic and lipidomic analysis of exosomes derived from ovarian cancer cells (SKOV-3) and ovarian surface epithelial cells (HOSEPiC).
Background
Exosomes are small (30-150 nm diameter) doublemembrane bound vesicles that contain several molecules that are specific to the parent cells [1] [2] [3] . The mechanism of exosome biogenesis and cargo selection are still unclear, but there are several studies provided precise clues [4] [5] [6] [7] [8] . All cells release exosomes either constitutively or upon activation/stress, and tumor cells are released in larger quantity in compared to normal cells [9, 10] . As an information transmitter, exosomes exchange information with distant cells via carrying complex packets stuffed with a selection of proteins, lipids, and nucleic acids. Moreover, exosomes have been shown to play a role in immune response, antigen presentation, cell migration, cell differentiation, tumor invasion and other aspects [11] . During the development of cancer, exosomes released from cancer cells are able to transfer a variety of molecules, including those that are cancerspecific, to other cells so as to manipulate their environment, making it more favorable for tumor growth and invasion [11, 12] . Recent studies implicate that exosomes can mediate drug resistance in various intracellular processes [13] .
Since exosomes have been explored from a variety of bodily fluids, including urine [14] , saliva [15] , blood [9] and cerebrospinal fluid [16] , milk [17] , and the double-membrane structure provide a shelter to multiple bioactive molecule which avoids degradation. Thus, exosomes seem as a vehicle that is full of ideal non-invasive biomarkers with great potential in the detection of oncogenesis, tumor spread, and drug resistance. However, data attributing to cancer specific intercellular transfer molecules to exosomes are still limited. The structure and function of membranes and domains are determined by the assembled molecular lipids and membranebound proteins. In-depth characterization of exosomes will help to elucidate their precise biological functions.
Ovarian cancer (OC) is the most fatal gynecologic malignancy worldwide [18, 19] . Because of the lack of early diagnostic markers [20] , almost 50% of OC is diagnosed in women over the age of 65 [21] , the majority of ovarian cancer patients are diagnosed in an advanced stage [22] . Hence, to address this question, we performed a comparative analysis of the protein and lipid composition of 2 different cell line derived exosomes. We chose an ovarian cancer (SKOV-3) and an ovarian surface epithelial (HOSEPiC) cell line because 70% ovarian cancer origin of ovarian germinal epithelium. Our results reveal enriched proteins and pathways, potentially involved in intercellular communication, and an extraordinary sorting of lipids into exosomes which may dependent on its original.
Materials and methods

Cell culture
An human ovarian surface epithelial cell line (HOSEPiC) and an ovarian cancer cell SKOV-3 were cultured in 37°C in 5% carbon dioxide and RMPI-1640 medium supplemented with 10 and 15%, EV-depleted fetal bovine serum (FBS was centrifuged overnight at 120,000 g to pellet out vesicles), 100 units/ml penicillin and 100 μg/ ml streptomycin.
Exosome isolation
Cells were incubated with EV-depleted medium for 2 days to reach approximately 80% confluency and supernatants were collected for exosomes isolation using classical differential ultracentrifugation methods [23] with tiny modification. Briefly, the supernatant was centrifuged to remove dead cells, cell debris and microvesicles at 300 g for 10 min, 2000 g for 10 min and 10,000 g for 30 min. The supernatant was concentrated using a 100 KDa molecular weight cut-off centrifugal filter (Millipore, Germany). The concentrated suspension was centrifuged in a SW41 ultracentrifuge rotor at 110,000 g for 80 min. In order to avoid missing exosomes, approximately 2 ml of supernatant was left. These volumes were mixed and exosomes were pelleted in a SW41 rotor at 110,000 g for 80 min. The supernatant was gently removed and the exosome pellet was washed with 11 mL PBS solution. Exosomes was pelleted again by a third round of ultracentrifugation was with the same parameters. Exosomes used for proteomic analysis were resuspended in 30 ul of SDT buffer (4% SDS, 100 mM DTT, 150 mM Tris-HCl pH 8.0). Exosomes used for flow cytometry analysis (FACS), TEM and size analysis were resuspended in PBS. Exosomes used for lipidomic were resuspended in 200 ul of pure water.
Transmission electron microscopy
Pelleted exosomes were resuspended in PBS. 5ul resuspended exosomes were loaded onto 150 mesh copper grids and stood at RT for 5 min. Excess liquid was removed using filter paper. The exosome containing grids were air-dried and 5ul 2% phosphotungstic acid was used to stained exosomes at RT for 5 min. Excess liquid was removed using filter paper again and the stained exosome containing grids were air-dried and observed under the electron microscope at 80 kV.
Flow cytometry analysis
As previously described with tiny modification, exosomes were attached to 4um aldehyde/sulphate latex beads (Invitrogen) by mixing 30 μg exosomes in a 10 ul volume of beads in a 1.5 ml microcentrifuge for 15 min at room temperature. This suspension was diluted to 1 ml with PBS and incubated on a tube rotator overnight at 4°C. The free binding sites were saturated by adding 110ul of 1 M glycine and left stood on the branch at room temperature for 30 min. Exosomes-bound beads were washed three times in 0.5% BSA in PBS and centrifuged for 4 min at 4000 g. The bead pellet was responded in 0.5 ml 0.5% BSA in PBS. 10ul coated bead were incubated with 5ul anti-Human CD63 and CD9 (12-0639, eBioscience, 11-0098-42, Invitrogen) antibody diluted with 45ul 0.5% BSA in PBS 30 min at 4°C. For each measurement a total number of 10,000 events were recorded.
Size analysis of exosomes
Pelleted exosomes were resuspended in PBS and analyzed using NANO ZS 90 (NanoSight, Malvern, UK) according to the manufacture.
Western blot
All cells were harvested upon completion of 2 days in EVdepleted medium. The cell pellets were washed twice with ice-cold PBS and lysed immediately with the lysis buffer (Protein Extraction Mammalian Total Protein Extraction Kit, Transgen Biotech) maintained at 4°C for 30 min. Cellular debris was removed by centrifugation (14,000 g, 10 min at 4°C). Exosome suspensions were used for protein quantification directly, and protein amount was determined using a BCA protein assay kit (Beyotime Biotechnology). Denaturing SDS-Polyacrylamide gel electrophoresis was performed in 12% acrylamide gels using equivalent total protein. Separated proteins were transferred onto polyvinylidene difluoride membranes through electroblotting. Western blots were performed using primary and secondary antibodies coupled to HRP, diluted according to the suppliers' recommendations and detected using an enhanced chemiluminescence (ECL) system. The antibodies used were anti-FASN (ABclonal, A0462), anti-L1CAM (ABclonal, A8555), anti-TSG101 (Proteintech, 14,497-1-AP), anti-GAPDH (Proteintech, 60,004-1-Ig), and anti-β-Actin (Proteintech, 60,008-1-Ig). All antibodies were raised in rabbit, exceptβ-Actin and GAPDH that were raised in mouse.
Proteomics
3 replicate samples of exosomes from each source cell type were used for proteomic analysis. The detergent, DTT and other low-molecular-weight components in protein samples were removed using UA buffer (8 M Urea, 150 mM Tris-HCl pH 8.0) by repeated ultrafiltration (Microcon units, 10 kD). Then 100 μl iodoacetamide (100 mM IAA in UA buffer) was added to block reduced cysteine residues and the samples were incubated for 30 min in darkness. The filters were washed with 100 μl UA buffer three times and 100 μl 25 mM NH4HCO3 buffer twice. Finally, the protein suspensions were digested with 4 μg trypsin (Promega) in 40 μl 25 mM NH4HCO3 buffer overnight at 37°C, and the resulting peptides were collected as a filtrate. The peptides of each sample were desalted on C18 Cartridges (Empore™ SPE Cartridges, Sigma), concentrated by vacuum centrifugation and reconstituted in 40 μl of 0.1% (v/v) formic acid. The peptide content was estimated by UV light spectral density at 280 nm using an extinctions coefficient of 1.1 of 0.1% (g/l) solution that was calculated on the basis of the frequency of tryptophan and tyrosine in vertebrate proteins. The peptide mixture was loaded onto a reverse phase trap column (Thermo Scientific Acclaim PepMap100, 100 μm*2 cm, nanoViper C18) connected to the C18-reversed phase analytical column (Thermo Scientific Easy Column, 10 cm long, 75 μm inner diameter, 3 μm resin) in buffer A (0.1% Formic acid) and separated with a linear gradient of buffer B (84% acetonitrile and 0.1% Formic acid) at a flow rate of 300 nl/min controlled by IntelliFlow technology. MS analysis was performed on a Q-Exactive mass spectrometer (Thermo Scientific) that was coupled to Easy nLC (Thermo Scientific) for 120 min.
Lipidomics 6 replicate samples of exosomes from each source cell type were used for lipidomic analysis. Exosome pellets were frozen at − 80°C and transferred to APT (Shanghai) on dry ice for lipid composition analysis. Samples thawed at 4°C environment slowly, 200 ul pure water and 240ul ice-cold methanol were added and vortex mixed. 800 ul MTBE were added and vortex mixed. The mixed solution was placed for 20 min at room temperature. Then the mixed solution was centrifuged at 8000 g for 15 min at 10°C. The upper organic phase was taken, and nitrogen was blown dry. The dried powder was re-resuspended in 200ul isopropyl before UPLC-MS. The samples were separated by UHPLC Nexera lc-30a system (Column temperature 45°C, Flow rate at 300 uL/min, sample size 2ul). Mobile phase composition A: 10 mM ammonium formate acetonitrile aqueous solution (acetonitrile: Water =6:4, v/v), B: 10 mM ammonium formate acetonitrile isopropanol solution (acetonitrile: isopropanol =1:9, v/v). MS analysis was performed on a Q-Exactive mass spectrometer (Thermo Scientific). The mass spectrometer was operated in positive ion mode. MS data was acquired using a datadependent top10 method dynamically choosing the most abundant precursor ions from the survey scan (300-1800 m/z) for HCD fragmentation.
Analysis
The proteomic MS data were analyzed using MaxQuant software version1.5.3.17 (Max Planck Institute of Biochemistry in Martinsried, Germany) [24] against the UniProt complete human proteome protein sequence database (version: 2018-01-15, number of sequences: 161,584.). Searches were performed with fragment ion mass tolerance of 20 ppm, maximum missed cleavage of 2 and carbamidomethylation of cysteine was specified as a fixed modification and oxidation of methionine as variable modification. Peptide False discovery (≦0.01) was set. Only protein groups identified with at least two or more peptides (sum of razor and unique) were carried forward in the analysis. Label-free quantification of proteins was performed via the LFQ method in Maxquant software. All statistical analyses were performed using R version 3.4. We also used gene ontology (GO) and KEGG pathway enrichment analyses to annotate biological function to proteins enriched in exosomes.
The lipidomic MS data were quantified using an Lipid-Search software(Thermo Scientific™)for producing lipid identification and peak alignment (precursor tolerance: 5 ppm, product tolerance: 5 ppm, product ion threshold: 5%). Data showed RSD > 30% were deleted. We selected the data which missing value were below 50% in the group to analyze using an SIMCA-P 14.1 software (Umetrics, Umea, Sweden). Quality control samples were used to monitor the overall quality of the lipid extraction and MS analyses. We also visualized the normalized protein and lipid profiles of exosomes on heatmaps.
Results
Characterization of exosomes derived from two ovarian cell lines
The exosomes secreted by SKOV-3 and HOSEPiC cells were isolated from EV-depleted medium by a combination of differential centrifugation. Exosomes obtained were extensively characterized using several methods such as western blot and flow cytometry analysis to identify specific exosomal markers, electron microscopy and NanoSight to identify specific exosomal structure and size ( Fig. 1) .
In-depth proteomics of exosomes derived from two ovarian cell lines
Using rigorous peptide and protein identification criteria total of 1433 proteins groups were identified from exosomes derived from SKOV-3 and HOSEPiC cells (732 proteins in SKOV-3 derived exosomes and 1242 proteins in HOSEPiC derived exosomes, Additional file 1: Table S1 ). 659 proteins were identified in the exosomes from both cell lines ( Fig.  2a ). Key to this project was the use of the nano-flow UPLC coupled to a Q-Exactive mass spectrometer. The quality deviations of all identified peptide segments were mainly distributed within 10 ppm, indicating that the identification results were accurate and reliable. We used Andromeda to analyze and grade MS spectrum showed in Fig. 2 . Western blot signal intensities for exosome markers TSG101 were greater in the exosome fraction compared to the cell lysates. FASN and L1CAM was only verified in exosomes derived from HOSEPiC as identified by MS/MS. GAPDH, β-Actin andβ-tubulin were not verified in exosomes by Westernblot although it was identified by MS/MS in both cell lines ( Fig. 3 ).
Differentially expressed proteins and function analysis
To further analyze this observation, we sub-screening differentially expressed proteins. Furthermore, only those proteins identified in 2 or more biological replicates in both cell line derived exosomes, with a P value of less than 0.05, and which fold change greater than 2.0 times (up more than 2 times or down less than 0.5 times were included in the profile differentially expressed in abundance. Those proteins identified in 2 or more biological replicates in only one cell line derived exosomes were included in consistent presence / absence expression profile ( Fig. 4 , Additional file 2: Table  S2 ). To be pointed out, collagen type V alpha 2 chain (COL5A2) and lipoprotein lipase (LPL) were significant higher in SKOV-3 derived exosomes than HOSEpic (p < 0.05). COL5A2 has been reported as specific predictive signature for the diagnosis and prognosis of pancreatic cancer [25] and bladder cancer [26] .We also visualized the differentially expressed proteins on heatmaps and used gene ontology (GO) analysis (Blast2Go, https://www.blast2go.com/) to annotate biological function. Statistics showed the significant variation exosomal proteins derived from the two different cell lines involved in the following biological processes and molecular functions: transition metal ion transport, positive regulation of epithelial cell migration, carboxylic acid metabolic process, epithelial cell migration, transporter activity, transmembrane transporter activity, molecular transducer activity and receptor activity (Fig. 4) . The FASTA protein sequences of differentially expressed proteins were blasted against the online Kyoto Encyclopedia of Genes and Genomes (KEGG) database (http://geneontology.org/) to retrieve their KOs and were subsequently mapped to pathways in KEGG [27] . The corresponding KEGG pathways were extracted and showed in Fig. 4 . In brief, pathways of cysteine and methionine metabolism and small cell lung cancer have shown significant differentially expressed.
Lipidomic analysis showed high reproducibility
To assess the reproducibility of our experiments, the samples of each group were mixed into quality control samples (QC) in equal quantity. The analysis results of the samples of QC UHPLC-obitrap MS base peak were compared for overlapping spectra, as shown in the Fig. 4 , which shows that the response intensity and retention time of each chromatographic peak overlapped substantially, indicating that the experiment is relatively repetitive. PCA analysis was performed on all experimental samples and QC samples after pareto-scaling. As shown in Fig. 4 , QC samples are closely clustered and located in the middle of each group, indicating that the lipidomic analysis showed high reproducibility.
Characterization of lipid composition
In order to identify lipid species differentially expressed in exosomes derived from SKOV-3 and HOSEPiC cells, 6 replicate samples of exosomes from each source cell type were analyzed. In total, 30 lipid classes, 1227 lipid species were identified (Additional file 3: Table S3 ). In particular, SKOV-3 derived exosomes contained higher levels of GM3, ZyE, LPI, LPC, AcCa, LPS, LPG and ChE, lower levels of Cer, DGDG, PS, PI, PG, SM, PE, DG and CerG3 than exosomes derived from HOSEPiC cells (p < 0.05), whereas more similar levels of other lipid classes were found (Additional file 4: Table S4 ). To be mentioned, no significant differences were found in TG, of which decreased levels were found to be a specific metabolic feature foreshadowing an early relapse in epithelial ovarian cancer (EOC) patients plasma lipidomics study [28] .
Important lipid alterations of two ovarian cell lines derived exosomes
To further analyze lipidomic data, variable weight for the projection (VIP) was used to measure the impact strength and interpretation ability of each lipid expression pattern on the classification and discrimination of each group, and univariate statistical analysis was further performed to verify the significance of the difference in lipids. In this experiment, VIP > 1 and P value < 0.05 was used as the screening standard, and the significant differences between each group was screened out and listed in Additional file 3: Table S3 . In total, 110 lipid species were screened out as potential lipid biomarkers of EOC, which were presented in Fig. 5a and also listed in Table 1 . To be interesting, some lipid species were reported by an early relapse biomarker in EOC [28] , such as LPC(18:0), PC(36:3), PC(38:6), PC(40:5), PC (38:6) . We also used correlation analysis to help measure the degree of correlation between lipid molecules ( Fig. 5c ).
Discussion
Exosomal molecules, such as miRNA, protein, lipid, double-stranded DNA have been reported as promising biomarkers in pancreatic cancer [29] , prostate cancer [14] , pheochromocytoma [30] , Stroke [31] and other diseases. Initially studies by Thomas [32] and Shen [33] had reported exosomal proteome profiles derived from different ovarian cancer cells in starvation conditions. In this article, we provide the in-depth proteomic and lipidomics analysis of exosomes derived from ovarian cancer cells and ovarian surface epithelial cells with EVdepleted medium and focus more on the metabolic perspective. As the venn diagram showed, high overlapped were found between two exosomal proteins. To obtain a systematic insight into the proteome profiles, we analyzed the significant differentially expressed proteins by GO and KEGG. The most enriched pathway were cysteine and methionine metabolism pathway. The content of various amino acid metabolic enzymes differentially expressed including L-lactate dehydrogenase, adenosylhomocysteinase, branched-chain-amino-acid aminotransferase, aspartate aminotransferase, and malate dehydrogenase. A proteomic profiling of plasma exosomes also found serine-type endopeptidase activity changed significantly in EOC patients [34] , in the meantime, they found 10 genes (among the 50 differentially expressed genes) participated in the complement and coagulation cascade. However, we did not find any coagulation-related differentially expressed genes in our study. As the latest study demonstrated that neural stem/progenitor cell (NSC)-derived EVs function as independent metabolic units that are able to modify the concentrations of critical nutrients, with the potential to affect the physiology of their microenvironment [35] , suggesting the low level of cysteine and methionine metabolic enzymes in tumor derived exosomes might be in favor of establishment of tumor microenvironment [12] . Lin et al. [36] observed that Glucose-6-phosphate dehydrogenase, transketolase and transaldolase 1, three key enzymes regulated pentose phosphate pathway, were all marked in the same exosomal parts of proteins between two late-stage ovarian cell lines, OVCA429 and HO8910PM. However, our data did not show these three key enzymes enrichment in SKOV-3 derived exosomes. But we observed that about 30% of differentially expressed proteins between 2 cell lines were participated in metabolic process. Interestingly, we also found lipoprotein lipase, a crucial node in the management of plasma lipid levels by promoting hydrolytic cleavage of the triglyceride core of lipoproteins, was rise significantly in SKOV-3 derived exosomes, this might be the reason for the plasma lipid species variation in malignant or borderline ovarian tumors, and benign pathology [28, 37] .
Exosomes originate from the late endosomal compartment and transport their cargo extracellularly to communicate with other cells. It appears that exosome lipid composition is unique and does not reflect the composition of the plasma membrane [38] . Exosomes are enriched in lipids such as PCs and PEs and bioactive lipids involved in signaling such as SM, Cers, cholesterol, lysophosphatidylcholine, among others [39] . So far, there was no report about the lipidomics analysis of exosomes, either from ovarian cancer or in the context of ovarian surface epithelial cell line. We successfully identified a total of 1227 lipid species exosomal lipids from two ovarian cell lines by performing an LC-MS/MS workflow.
In terms of lipid classes, we noted that ChE and ZyE species were in general more abundant in exosomes from SKOV-3 than from HOSEPiC. It is interesting that resistin, a positive regulation of steroid hormone secretion protein, was only identified in exosomes derived from SKOV-3, since some proteins related with response to steroid hormone and steroid metabolic process were more abundant in exosomes from HOSEPiC. Aberrant regulation of cholesterol homeostasis has been associated with multiple types of cancer [40] . Moreover, numerous studies have shown increased levels of cholesterol in tumors as compared to normal tissue [40, 41] , some suggesting cholesterol may accumulate in tumor tissue [42, 43] . As we observed, similarly to tumor tissue, both cholesterol and its precursor zymosterol were both accumulate in tumor derived exosomes. It is not clear why this is the case, it is possible that the exosomal steroid concentration is cell type dependent and/ or depends on the transfer information packaged by the exosome-secreting cells [14] . Unfortunately, no similar results were found in EOC patient's serum or plasma samples [37] . This may be due to the complicated sources of lipid composition in serum or plasma, of which only a minority of lipid metabolic changes due to ovarian cancer, therefore focuses on the exosomes can show the advantages: the tumor cells secrete exosomes exhaustedly, most exosomes in peripheral blood are tumor derived, and can better reflect the lipid metabolic disorder of tumor, thus supporting the early diagnosis of ovarian cancer. Lysophosphatidic acid has been proposed to be involved in various cancers through different pathogenesis [44] . For example, LPE causes migration and the invasion of ovarian cancer cells [45] ; LPS suppress T lymphocyte proliferation [46] , and stimulates the migration of colorectal cancer cells and glioma cells [47, 48] . In our study, we found that exosomes from HOSEPiC were more abundant in PS, PI, PE, PG, while exosomes from SKOV-3 were more abundant in LPI, LPS, LPG, LPC, suggesting that the exosomal lipids play an important role in the progress of tumor invasion and metastasis. To our knowledge, Urban et al. [49] have observed the similar results. Their lipidomic studies presented on the urinary exosome lipid repertoire in control and renal cell carcinoma patient, and showed lysophospholipids were the largest differences lipid classes.
In terms of lipid species, we successfully identified 1212 species in exosomes from HOSEPiC and 1202 species in exosomes from SKOV3. More details were list in Additional file 3: Table S3 for the species number relationship. In total, 110 lipid species were screened out with significant differences between each group. The highest significance were PG(34:1)-H and ChE(18:2) + NH4. Furthermore, some lipid species showed species specificity, such as CerG3(d42:2) + H were only identified in exosomes from HOSEPiC, PS(36:2e)-H were only identified in exosomes from SKOV3, indicating that the potential use of exosomal lipid species as cancer biomarkers. 5 lipid species also reported by Li and his group in a lipidomic study of plasma from 70 EOC patients [28] .
In conclusion, this study shows that exosomal lipids and protein are promising cancer biomarkers. Several lipid species and proteins significantly differ in SKOV-3 derived exosomes compared to those from HOSEPiC. Further experiments will have to be performed in clinical specimens to validate these results. Thus demonstrating their diagnostic potential, additional specimens will have to be included: For example, exosomes derived from tissues and peripheral blood of benign ovarian tumor patients and borderline ovarian tumor patients, to investigate the specificity and use of these biomarkers in early diagnosis, and patients at different stages of disease to investigate if they can be used to indicate the process of malignant tumor.
